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Protein expression and labeling.
Apo-TycC3-PCP and apo-TycC3-PCP S45A were produced in E. coli and purified by Ni 2+ -affinity chromatography followed by gel filtration as described (S1) . For the production of holo-TycC3-PCP containing a 15 N-labelled 4'-PP cofactor, the E. coli strain BL21 doubly transfected with pREP4-Sfp and pQE70-TycC3-PCP plasmids was used. The cells were grown and the protein was purified following the apo-TycC3-PCP protocol. The amount of 15 N-holo-PCP protein produced was determined by an HPLC method essentially as described previously (S1) . A final content of holo-TycC3-PCP of nearly 100% was obtained, indicating that TycC3-PCP was efficiently phosphopantetheinylated by co-expressing Sfp in E. coli.
The expression and purification of the non-labelled Sfp and SrfTEII proteins was described previously (S2 -S4) . The concentrations of the purified proteins were determined by UVspectroscopy based on the calculated extinction coefficient at 280 nm.
In-vitro modification of PCP (priming assay).
The in-vitro modifications were carried out in 5 ml reaction mixtures in 50 mM phosphate 
Titration experiments
Interaction between the different PCP forms and their interaction partners were investigated by NMR titration experiments. For this purpose 0. 
Spectra analysis
NMR spectra were processed with Bruker XWinNMR 2.6 and analysed using Sparky 
Structure calculation
For structure calculations, NOE-based distance restraints from 3D 15 N-NOESY-HSQC and D 2 O-exchanged 2D-homonuclear-NOESY spectra were extracted using the CANDID module of CYANA 1.2 (S7). In addition, hydrogen bond constraints were used for slowly exchanging amide protons. The final calculated structure ensemble of 20 Dyana generated conformers was compared to the Aria 2.0 derived water refined and energy minimized average fold (S8, is located in the most favoured and additionally allowed regions with no dihedral angles in the disallowed region. For the A/H-state the same analysis showed that 90.2% of dihedral angles are located in the most favoured and additionally allowed, 7.3% in the generously allowed and 2.5% in the disallowed regions. In the H-state structure 89.4% are located in the most favoured and additionally allowed regions and 3.1% are located in the disallowed region.
Analysis of the dihedral angles was performed with the program package PROCHECK (S10).
The model of the complex between apo-TycC3-PCP and Sfp was calculated using the program HADDOCK1.3 (S11) within the CNS1.1 software package (S8) based on the mutational analysis of Sfp (S12, S13) and the titration experiments mentioned above. From the originally created 1000 structures, 200 were selected for the final iteration step followed by water refinement of 50 structures (rmsd of 2 Å).
Investigation of hydrogen bonds
For the identification of hydrogen bonds a long range HNCO experiment (S14) with a transfer time of 133 ms was used. Unfortunately, the low quality of the resulting spectra allowed us to obtain information only about the A-state of the protein. Identification of hydrogen bonds in the H-state were based on the analysis of the structure, the results of the D 2 O exchange experiments as well as on a 2ns molecular dynamics simulation (Gromacs 3.2 (S15), using the Gromos96 (S16) force field in an OPLS water box).
Supplementary Figure S1 TROSY-HSQC spectra of different forms of TycC3-PCP.
The spectra were recorded on a Bruker Avance 800 MHz or DMX600 MHz NMRspectrometer equipped with a cryogenic probe at 298 K. While the H-state shows a contiguous interaction surface that is mainly located on one side of the PCP domain, coloring the residues that show chemical shift differences in the titration experiment on the surface of the A/H state demonstrates that no contiguous interaction surface exists. This supports the model that only the H-state conformer interacts with the TEII.
